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(54) PRODUCTION OF NEW ANTITUMOR AGENT AND SOYASAPOGENOL B 

(57)Abstract: 

PROBLEM TO BE SOLVED: To obtain the subject compound useful as an active ingredient, 
etc., of an antitumor agent by culturing a bacterium belonging to the genus Penicillium and 
having a production capability of a physiologically active substance, Soyasapogenol B in a 
medium and collecting a product from the culturing liquid. 

SOLUTION: This new antitumor agent, Soyasapogenol B, having a suppressing effect for 
proliferation of various cancer cells and a relatively low toxicity, exhibiting excellent antitumor 
activities to solid cancers to which the manifestation of an efficacy is difficult with conventional 
antitumor agents, especially to colic/ rectal cancer, cancers in digestive organs, etc., and 
especially useful as an active ingredient of a treating agent for the colic/ rectal cancer, is 
obtained by culturing a microorganism belonging to the genus Penicillium and having a 
production capability of a physiologically active substance, Soyasapogenol B [e.g.; Penicillium-sp 
NF03900 (FERM-P-15901), etc.] in a medium to produce and accumulate the physiologically 
active substance Soyasapogenol B in a culturing liquid, and collecting the substance. 
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CLAIMS 



[Claim(s)] 

[Claim 1] The antitumor agent which makes an active principle physiological active substance soya sapogenol B. 

[Claim 2] The manufacturing method of the soya sapogenol B which belongs to a Penicillium. cultivates the microorganism which has physiological 
active substance soya sapogenol B productivity in a culture medium, carries out generation are recording of the physiological active substance 
soya sapogenol B into culture medium, and is characterized by extracting this. 
[Claim 3] Penicillium ESUPI 03900 shares of NF. and its variant 
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OPERATION 

[Function] Next the example of an experiment shows the antitumor action of this invention. 

It is an example Homo sapiens colon cancer cell of an experiment 5.0x104 They are an individual / ml or a Homo sapiens ovarian cancer cell 
2x1 04 200microl inoculation of was done at the individual / a rate of ml at 96 hole culture plate, and what diluted the test dmg with the 
physiological saline was added by various concentration after 24~hour culture. Then. 37 degrees 0 and 5%C02 It cultivated by the incubator for 
72 hours. The viable count was measured by the MTT method after culture, and it asked for growth inhibition concentration GC50} 50% to control 
from the absorbance. A result is shown in Table 1 . 
[0010] 
[Table 1] 

Table 1. Growth depressant action cell name over various cancer cells IC50 (mug/ml) 

SW480 (Homo sapiens colon cancer) 2.7A2780 (Homo sapiens ovarian cancer) As shown in 7.5 table 1. this compound showed strong growth 
depressant action to various cancer cells. 

[001 1] Physiological active substance soya sapogenol B showed the growth depressant action to various cancer cells as mentioned above. 
[001 2] Its all are usable if the production bacillus of the soya sapogenol B used by this invention is strain which belongs to a Penicillium and has 
soya sapogenol B productivity. As a thing, for example HOKUSUWASU (D. LHawksworth). Sutton (8. C.Sutton) and edited by Ainsworth 

(G. CAinsworth) " — Ainsworth - and - screw bead dictionary OBU THE Juan Jiayi — the 7th edition (Ainsworth and Bisby's Dictionary of the 
Fungi and 7th ed. (1 983)" — following — a fungus gate — ) It becomes clear that it is classified into an imperfect subphylum. an imperfect mold 
rope, and the genus Penicillium. and it is penicillium about a bacteria stock. It was named ESUPI NF 03900 (Penicillium sp.NF03900). In addition, 
this strain is the deposition number FERM to National Institute of Bioscience and Human-Technology. Agency of Industrial Science and 
Technology. It ****s as P-1 5901 . This strain can also use these variants, as long as it can make it vary to approaches, such as the usual variation 
approach, for example, UV irradiation, and radiation irradiation, and has the productivity of soya sapogenol 8. Hereafter, the mycology-property of 
03900 shares of NF and a physiological property are shown. 
[0013] 

[Mycology-property] 

1 . The growth condition when cultivating for 25 degrees C and seven days on the growth various culture media in various culture media is shown 
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in Table 2. The bacteria stock of the growth on a Czapek's-yeast-extract-agar culture medium is good, and serves as the shape of the shape of 
velvet, and felt the wrinkling of a radial is formed, and a center section rises a little. Blue green is presented to ashes orange, a yellowish-white 
color, white, and the back, applying [ of a cluster ] it to a periphery from a center section. Moreover, a coloriess decoction is produced A rear 
face presents and makes brown sour orange brown, cream, and the back. Conidium formation is good The growth on the potato dextrose agar and 
a malt extract agar medium is good and serves as a flat cluster of the shape of powder and velvet The front face of a cluster presents a bluish 
green color, blue green, and gray. Moreover, a coloriess decoction is produced A rear face presents a yetlowish-white color and ashes yellow. It 
may become rarely green. The growth on a TSUAPEKKU agar medium is restrictive, and an aerial mycelium spreads thinly and it serves as a flat 
cluster. A front face presents ashes orange and blue green to gray and the back. A rear face serves as ashes orange in white and the back. 
Conidium formation is a little bad 

[0014] 2. Indicate below the gestalt-description under the optical microscope of the bacteria stock grown on the gestalt-description matt extract 
agar medium. A hypha has 1.0 to 3.5 micrometer width efface, colorlessness. a glide plane, and a septum. A conidiophore is produced from 
substrate mycelium or an aerial mycelium. Magnitude is 24-55x2.0 to 3.5 micrometer a front face — a glide plane — or — a little — a split face. 
Two to 4 whori of METORE is carried out from the apex of a conidiophore. Magnitude is 7-10x2.0 to 3.5 micrometer A front face is a glide plane 
or a split face. Two to 7 whori of the phialide is carried out from METORE. Magnitude is 8-10x2.0 to 3.0 micrometer A form is an ampul form, a 
brunt form, and a nib form. A front face is a glide plane. It is generated from the tip of phialide in a HARO mold conidium, and a conidium stands in 
a row in the shape of a chain. Magnitude is 2.0 to 3.5 micrometer A form turns into a globular form, globoid, and an ellipse form, a front face — a 
glide plane — or — a little — a split face. 
[0015] 

[Physiological property] A bacteria stock is aerotropism. in a malt extract agar medium, the growth pH range is as wide as 2-1 2. and optimal pH is 
7-8. Moreover, growth optimum temperature Is 30 to 32 degree C. and although it does not grow at 5 degrees C. it is grown at 37 degrees C. 
[0016] 
[Table 2] 
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flask for rotary mold shakers Glucose 1%. Shoe cloth 2% and horse mackerel prong (Ajinomoto Co., Inc. make) 2%, O.IX of potassium 
dihydrogen phosphates. 0.025X of magnesium sulfate, pro NARU ST-I 0.01%. 0.0001 1% of an iron sulfate and 7 hydrates. 0.00064% of a copper 
sulfate and 5 hydrates. 100ml (pH6.5) of culture media of 0.0001 5% of a zinc sulfate and 7 hydrates and 0.00079% of a manganese chloride and 4 
hydrates Is poured distributively. 2ml of 1 20 degrees C of said seed culture liquid was transplanted to the flask which carried out autoclave 
sterilization for 20 minutes, and shaking culture was performed under the conditions of 25 degrees C and 220 revolutions per minute on the 7th. 
Suction filtration of the culture medium was carried out and it classified to the fungus body and the filtrate. 

[0023] The following actuation was carried out to isolation of the soya sapogenof B from culture medium. Culture was suspended, after preparing 
101. of culture filtrate obtained by carrying out a fungus body a ** exception to pH9, according to the conventional method, ethyl acetate 
extracted the active substance from this culture filtrate, and 629.5mg of rough matter was obtained. The rough matter was made to stick to 
diamond ion CHP-20 (Mitsubishi Kasei Corp. make) further, and when it was eluted in the 0.51. [ of acetonitriles ] linear gradient from 0.51. of 
acetonttrile water 50%, elution of the effective matter was carried out. Using the silica gel column (micro bead silica gel 4B (30-50u), the FUJI 
SHIRISHIA chemical company make), the activity fraction refined with the n-hexane-acetone (6:1 ) and obtained the effective matter. Elution and 
an activity fraction were further condensed for this with the methanol using sephadex LH-20 (Phamnacia manufacture) column 100ml, and 26.4mg 
soya sapogenol B was obtained 

[0024] the soya sapogenol B obtained in the above-mentioned example is physicochemical — since all of description and various spectaim data 
agreed with welhknown soya sapogenol B. it was checked that the matter obtained in the example is soya sapogenol B. 



[Translation done.] 
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